Acoels are primitive bilaterians with very simple soft-bodies, in which many organs, including the gut, are not developed. They provide platforms for studying molecular and developmental mechanisms involved in formation of the basic bilaterian body-plan, whole-body regeneration, and symbiosis with photosynthetic microalgae. Because genomic information is essential for future research on acoel biology, we sequenced and assembled the nuclear genome of an acoel, Praesagittifera naikaiensis.
Background Acoels are primitive bilaterians with very simple soft-bodies, in which many organs, including the gut, are not developed. They provide platforms for studying molecular and developmental mechanisms involved in formation of the basic bilaterian body-plan, whole-body regeneration, and symbiosis with photosynthetic microalgae. Because genomic information is essential for future research on acoel biology, we sequenced and assembled the nuclear genome of an acoel, Praesagittifera naikaiensis.
Findings
To avoid sequence contamination derived from symbiotic microalgae, DNA was extracted from embryos that were free of algae. More than 290x sequencing coverage was achieved using a combination of Illumina (paired end and mate-pair libraries) and PacBio sequencing. RNA-seq and Iso-Seq data from embryos, larvae, and adults were also obtained. First, a preliminary ~17-kbp mitochondrial genome was assembled, which was deleted from the nuclear sequence assembly. As a result, a draft nucleargenome assembly was ~656-Mbp in length, with a scaffold N50 of 117 kb and a contig N50 of 57 kb, respectively. Although ~70% of the assembled sequences were likely comprised of repetitive sequences that include DNA transposons and retrotransposons, the draft genome was estimated to contain 22,143 protein-coding genes, approximately 99% of which were substantiated by corresponding transcripts. We could not find horizontally-transferred microalgal genes in the acoel genome. BUSCO analyses indicated that 77% of the conserved single-copy genes were complete. Pfam domain analyses provided a basic set of gene families for transcription factors and signaling molecules.
Conclusions
Our present sequencing and assembly of the P. naikaiensis nuclear genome are comparable to those of other metazoan genomes, providing basic information for future studies of genic and genomic attributes of this animal group. Such studies may shed light on the origins and evolution of simple bilaterians.
(1-1) BUSCO analyses supported completeness of 77% of the annotated genes. BUSCO can also be ran against the genome assembly. This may be why your CEGMA numbers were substantially higher. Also, as reported in a recent study (https://www.nature.com/articles/s41588-018-0262-1/) there are some 7 "core" CEGMA genes that are consistently missing across all trematodes, suggesting that the BUSCO completeness may be higher than estimated, since there are likely some "core" functions that are legitimately absent from Praesagittifera naikaiensis. It may also be provided some "core" functions from its symbiosis with micro algae.
---------------We appreciate the reviewer's comments. First, our BUSCO data were obtained by running BUSCO against the genome assembly. BUSCO analysis is carried out using metazoan genes while CEGMA against eukaryote genes. At present, we cannot explain the reason why the BUSCO score is lower than that of CEGMA, although they are similar. To avoid confusion between BUSCO and CEGMA results, we only used BUSCO analysis in the revised manuscript.
As to the comment that some core genes are consistently missing across all trematodes, our research group is now conducting a genome decoding project of a parasitic mesozoan, in which we found many lost genes in basic metabolic pathways. However, we failed to find such gene loss in this acoel genome. Sorry but we cannot understand well the meaning of your comment, "It may also be provided some "core" functions from its symbiosis with micro algae". Regarding this, we carefully examined a possible mixture of algal genes in the acoel genome assembly. First, to avoid contamination of algal DNA, we used, as mentioned in "Biological materials", embryonic cells which do not contain symbiotic algae. Therefore, basically our data came from the acoel itself. Second, as you might mentioned, there is a possibility of horizontal transfer of microalgal genes into the acoel genome. In order to check whether the assembled genome contains sequences of photosynthetic organisms, we carried out blastx analysis of the assembled genome against NCBI NR database to find sequences with similarity to those of photosynthetic organisms. However, no such data were obtained. This convinces us that our draft assembly does not contain algal genes, although we have no idea at present on a possibility that some acoel core-functions depend on symbiotic algae.
(1-2) For tables 3 and 4, you could exclude all the entries with zero count.
---------------Accordingly, we excluded the entries with zero counts from Tables 3 and 4. (1-3) The genomes of S. roscoffensis and the xenoturbellid X. bocki are available. For the sake of evaluation and comparison of this genome, it would be very good to have a table comparing the basic statistics of these species (and any other xenacoelomorph species available), such as total length, protein coding genes, completeness, N50, etc. This would help to place this genome in the context of other available genomes and would help readers better connect resources in the future.
---------------Probably due to the brevity of the description in the original version, we suspect that the reviewer misunderstood the present status of research in this field. That is, the present study is the first acoel "nuclear" genome, but not the first "mitochondrial" genome. Yes, there are reports of mitochondrial genomes of several acoel species, including S. roscoffensis, and X. bocki as well, but no nuclear genomes. Therefore, we cannot provide a table for genome comparison as the reviewer suggested. However, again, this is partially because our previous description was inadequate. We have revised the manuscript to distinguish clearly between nuclear and mitochondrial genomes (pages 2, 3, 5, and 7).
Reviewer #2: The authors collected genomic and transcriptomic data for the acoelomate worm Praesagittifera naikaiensis. The species belongs to an important group of organisms that are key to understanding the origin of bilateral body plan, the ability of whole-body regeneration, and symbiosis with photosynthetic microalgae. Genomic resources for this an organism will help these key areas of research.
The authors used Pacific Biosciences long reads and Illumina paired end short reads for both genomic and transcriptomic data sets. They used a hybrid approach for de novo assembly and Iso-seq for validation of the transcripts predicted with the RNAseq data. I have some minor concerns and suggestions regarding the assembly approach and presentation of the paper:
(2-1) The authors collected high coverage (73X) PacBio reads for genome assembly. At this coverage, a PacBio only assembler is likely to produce a more contiguous and accurate assembly (e.g. see https://academic.oup.com/nar/article/44/19/e147/2468393). Given that a heterozygous sample was sequenced, Falcon could be used as the PacBio only assembler. I was also wondering if the authors tried the hybrid assembler DBG2OLC (and Platanus as the Illumina assembler as described in https://academic.oup.com/nar/article/44/19/e147/2468393) which often works better than Masurca? ---------------We appreciate the reviewer's comments on the methodology of genome assembly. Our research group has so far sequenced genomes of more than 10 animal taxa. The assembly is affected by the choice of Illumina and/or PacBio platform, or their combination; therefore, we examined various methods including those the reviewer suggested. For example, we tried the FALCON assembler using subreads with more than 2 kb of PacBio, but the total assembled length resulted in only 2.6 Mb. We have obtained 73X PacBio data, but those more than 5 kb were only 20X. Another cause might come from sampling of embryos from different batches (it is impossible to obtain enough samples from a single individual). We also attempted to use a hybrid assembler DBG2OLC with Platanus to obtain a better contig assembly. The most suitable parameter usage gave rise to a 630 Mb assembly with scaffold number 11 million and scaffold N50 = 50 bp. Namely, compared to MaSuRCA, all these scaffolds were very fragmented.
(2-2) The authors used Racon to polish the assembly with long reads. However, Quiver or Arrow is recommended over Racon for polishing PacBio assemblies. With 70X coverage, Arrow (and Quiver) can achieve higher consensus accuracy than Racon.
---------------As mentioned above, probably due to mixed embryonic samples from different batches, our PacBio reads did not always provide data useful for further analysis, such as with Arrow. However, as mentioned above, we tried various polishing methods, and Racon combined with Pilon resulted in the best assembly; thus, we presented data resulting from this method.
(2-3) On line 195, "others" is mentioned as if it is a type of TE. It would be more appropriate to mention them as unclassified. On a related note, all repeats appear to consist of only TEs. Do these worms not have any simple or Low complexity repeats? ---------------We appreciate this comment. Accordingly, we changed the description of "others" to more explicit language, including simple repeats. We also explained more clearly the rate and types of TEs. (Page 8, lines 205-215) (2-4) The statements on the relationships between single copy and double copy genes and BUSCO and CEGMA were unclear (Line 201-204). The BUSCO and CEGMA both report the single copy and double copy genes based on their database and the percentages are based on the number of conserved genes they have searched from their database. It would be helpful to clarify these.
---------------Good comment. Accordingly, we revised Table 1 (more simple form), in which "single and double copy genes" were deleted. In the revised form, we removed the CEGMA data in order to avoid confusion between BUSCO and CEGMA data. (Page 9, lines 231-232) (2-5) One interesting analysis that the authors could do is to check the number of TEs that are located within the introns and the number of introns that are only TEs (intron length = TE length).
---------------This was an interesting suggestion so that we checked it. We found that 32,110 TEs are present in intron regions; 29%, 18%, and 12% of them are correspond to "uncharacterized", "LTR (Gypsy)" and DNA transposon (MULE), respectively. On the other hand, we failed to find introns that comprise only TEs. We have now included this result. (Page 8, lines 216-220).
(2-6) The authors mention that the adult worms carry symbiotic algae. I am curious to know whether the authors found any sequence reads that are derived from symbiotic algae. It would be nice to get this information. Similarly, does any of the contigs belong to symbiotic algae? ---------------As the reviewer pointed out, the adult worms carry symbiotic algae. To avoid contamination from algal DNA, we used embryonic cells that do not contain symbiotic algae. Therefore, basically our data came from the acoel itself. However, as you mentioned, there is a possibility of horizontal transfer of microalgal genes into the acoel genome or contamination of algae during sampling procedure. In order to check whether the assembled genome contains sequences of photosynthetic organisms, we carried out blastx analysis of the assembled genome against NCBI NR database to find sequences with similarity to those of photosynthetic organisms. However, no such data were obtained. This convinces us that our draft assembly does not contain algal genes.
(2-7) I could not access the genome browser at the marinegenomics website the authors have provided. Is the link correct? ---------------We apologize for the inconvenience. We will open the genome browser if our manuscript is accepted. However, an account for reviewing is available now. Reviewers can login to the browser at http://marinegenomics.oist.jp/gallery/users/sign_in with account ID: acoel-pna, and password: acoel-genome. We added in the revised form more clearly the genome browser information (Figure 2 ).
(2-8) On Line 162, the sentence that starts with "parallel" looks incomplete and needs to be revised.
---------------Sorry. We changed "Parallel" to "In addition," (line 165). Background: Acoels are primitive bilaterians with very simple soft-bodies, in which 36 many organs, including the gut, are not developed. They provide platforms for studying 37 molecular and developmental mechanisms involved in formation of the basic bilaterian 38 body-plan, whole-body regeneration, and symbiosis with photosynthetic microalgae. 39
Because genomic information is essential for future research on acoel biology, we 40 sequenced and assembled the nuclear genome of an acoel, Praesagittifera naikaiensis. 41
Findings:
To avoid sequence contamination derived from symbiotic microalgae, DNA 42 was extracted from embryos that were free of algae. More than 290x sequencing 43 coverage was achieved using a combination of Illumina (paired end and mate-pair 44 libraries) and PacBio sequencing. RNA-seq and Iso-Seq data from embryos, larvae, and 45 adults were also obtained. First, a preliminary ~17-kbp mitochondrial genome was 46 assembled, which was deleted from the nuclear sequence assembly. As a result, a draft 47 nuclear-genome assembly was ~656-Mbp in length, with a scaffold N50 of 117 kb and a 48 contig N50 of 57 kb, respectively. Although ~70% of the assembled sequences were 49 likely comprised of repetitive sequences that include DNA transposons and 50 retrotransposons, the draft genome was estimated to contain 22,143 protein-coding 51 genes, approximately 99% of which were substantiated by corresponding transcripts. 52
We could not find horizontally-transferred microalgal genes in the acoel genome. 53 BUSCO analyses indicated that 77% of the conserved single-copy genes were complete. 54
Pfam domain analyses provided a basic set of gene families for transcription factors and 55 signaling molecules. 56 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65 Conclusions: Our present sequencing and assembly of the P. naikaiensis nuclear 57 genome are comparable to those of other metazoan genomes, providing basic 58 information for future studies of genic and genomic attributes of this animal group. 59
Such studies may shed light on the origins and evolution of simple bilaterians. 3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 65
Biological materials 86
The marine acoel worm, Praesagittifera naikaiensis, is 2-3 mm in length (Fig. 1A ) [9] . 87
Members of this species are easily found at seashores of the Seto Inland Sea, especially 88 during the early summer season (Fig. 1B) . Adults contain symbiotic microalgae, 89
Tetraselmis sp., which are integrated during juvenile growth (Fig. 1C ). Adults were 90 collected at the seashore near the Marine Biological Laboratory of Hiroshima 91
University and maintained in aquaria in the laboratory on a 12-h light/12-h dark 92 photoperiod. Naturally laid eggs were collected and cultured for embryogenesis (Fig.  93   1C ). Embryos were free of symbiotic microalgae. After washing embryos with filtered 94 seawater, genomic DNA was extracted from them using the phenol/chloroform 95
extraction. 96
Embryos, juveniles and adults were sampled for RNA sequencing. Total RNA 97 extraction was performed using TRIzol Reagent (Invitrogen, 15596-026) and an 98
RNeasy mini Kit (Qiagen, 74104). long-read DNA library was sequenced using a PacBio RSII sequencer employing P6-C4 110 chemistry (Pacific Biosciences, 100-372-700) with 360 min movie lengths. A total of 52 111 SMRT Cells were sequenced for long-read DNA library. 112   1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 Reads that lacked a corresponding pair were discarded. 129
Mitochondrial genome assembly: To distinguish mitochondrial genome sequences 130 from the nuclear genome assembly, we first assembled the mitochondrial genome. To 131 this end, a mitochondrial 16S ribosomal RNA of Symsagittifera roscoffensis (accession 132 number NC_014578) [7] was used to collect PacBio long-reads of P. naikaiensis 133 sequences using BLAST+ 2.3.0 [13] with the "dc-megablast" option. 134
Collected reads longer than 1 kb and shorter than 12 kb were assembled using 135 sprai 0.9.9.19 (http://zombie.cb.k.u-tokyo.ac.jp/sprai/index.html) with default settings. 136
Circularity of assembled contigs was checked automatically in the sprai assembly 137 pipeline. 138
Nuclear genome assembly: P. naikaiensis mitochondrial sequences were mapped 139 onto trimmed reads using BWA 0.7.12 (BWA, RRID:SCR_010910) [14] and those read 140 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65 pairs that mapped onto the mitochondrial sequences were excluded from the dataset. 141
PacBio long-reads were also mapped against the mitochondrial genome using BLASR 142 (Additional file 2). The genome size of P. naikaiensis was estimated from obtained 164 k-mer frequencies using GenomeScope web tools [27] . 165 24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65 Repetitive sequences in the assembled genome were identified using RepeatModeler 168 following the procedure described above to create similarity hints for gene prediction. 187
Repeat analysis
Assembled sequences of other acoels were translated into protein sequences using 188 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 and PacBio reads provided 204x and 221x, and 73x coverage of the estimated genome, 210 respectively (Additional files 1 and 2). The assembly appeared to plateau during both 211 scaffolding and contig formation (Additional file 5). As a result, the draft assembly 212 comprised 656 Mb (Table 1) , very close to the estimated genome size. The scaffold N50 213 reached 117 kb, and 12 scaffolds were over 500 kb in length (Table 1 ; Additional file 6). 214
Inserted gaps composed only 1.7% of the total scaffold assembly (Additional file 6). 215
The contig N50 was 57 kb, and 41 contigs exceeded 250 kb (Table 1 ; Additional file 6). 216
The GC content of the genome was estimated 39.1% (Table 1 ; Additional file 7). 217
Analysis of repetitive sequences showed that approximately 69.8% of the 218 genome consists of repetitive sequences (Table 1 and Table 2 , this value was estimated 219 by deletion of overlapped sequences from the total data). DNA transposons (MULE, 220
Marverick, hAT and others), retrotransposons (LTR, LINE and SINE), and other 221 repetitive sequences (including low complexity repeats and simple repeats) represented 222 12.2%, 41.5%, and 2.2% of the assembly, respectively ( Table 2 ). The most prominent 223   1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65 family was Gypsy of LTR (long terminal repeat), occupying 28.2% of the genome. In 224 addition, the genome contains unclassified repetitive elements that accounted for 20.4% 225 of it (Table 2 ). In addition, unclassified repeats occupied 20.4% of the genome. Thus, 226 the P. naikaiensis genome contains a comparatively high percentage of repetitive 227
sequences. 228
An interesting question concerns the locations of transposable elements (TEs) 229 in introns. We found that 32,110 TEs are present in intron regions; 29%, 28%, and 12% 230 of them correspond to "uncharacterized," "LTR (Gypsy)," and "DNA transposon 231 (MULE)," respectively. On the other hand, we failed to find introns that are composed 232 of only TEs. 233
234

Transcriptomes 235
Transcriptome data, especially those from PacBio Iso-Seq long-reads, provided a set of 236 high-quality RNA data (Additional file 1). An average length of transcriptomes was 237 2,447 nucleotides, and an average number of exons per gene was 5.7 (Table 1) . 238
239
Gene modeling 240
Gene modeling of the P. naikaiensis genome produced 22,143 protein-coding genes 241 (Table 1) . As mentioned above, we obtained a set of high-quality RNA data. As a result, 242 99% of gene models were substantiated by the transcriptomes (Table 1) . 243 BUSCO analysis indicated that 76.5% and 3.8% of them were supported as 244 complete and fragmented genes, respectively (Table 1) . 245
246
Gene annotation 247
Gene families predicted by RefSeq (BLAST), Pfam (HMMER) and PANTHER 248 (HMMER) were 15,294, 13,225 and 17,384 in number, respectively (Additional file 8). 249
Using Pfam-supported families, we examined the number of gene families. Table 3  250 shows numbers of putative transcription regulator genes in the P. naikaiensis genome. 251   1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64  65 The two most abundant families were Zinc-finger (C2H2 type) and homeobox 252 domain-containing genes, with 73 and 62 members, respectively. Twenty each were 253 annotated to the HLH and Zinc-finger (C4 types) families. Although more detailed 254 analysis is required, the P. naikaiensis genome appears to contain numbers of 255 transcription regulator genes comparable to those of other bilaterian genomes. 256
A similar analysis was carried out on putative signaling molecule genes 257 (Table 4 ). The largest gene family was tyrosine kinase, represented by 316 genes. In 258 addition, EGF-like domain genes, G-protein alpha subunit genes, and Regulator of 259 G-protein signaling genes numbered 28, 31, and 16, respectively (Table 4) . 260
261
Genome browser 262
A genome browser was established for the assembled sequences using the JBrowser 263
[38]. Its URL is 264
http://marinegenomics.oist.jp/p_naikaiensis/viewer?project_id=71 (Fig. 2) 1  2  3  4  5  6  7  8  9  10  11  12  13  14  15  16  17  18  19  20  21  22  23  24  25  26  27  28  29  30  31  32  33  34  35  36  37  38  39  40  41  42  43  44  45  46  47  48  49  50  51  52  53  54  55  56  57  58  59  60  61  62  63  64 
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We are happy to receive positive and constructive comments from you and the reviewers. Accordingly, we have carefully revised the manuscript.
Perhaps due to the brevity of the description in the original version, we may have caused the reviewer #1 to misunderstand some points. Specifically, this is the first report of the nuclear genome assembly of acoels, although there are reports of acoel mitochondrial genomes. In the revised manuscript, we have clearly mentioned that we carried out a preliminary mitochondrial genome assembly to delete them from the nuclear genome assembly. We also mentioned that horizontal transfer of symbiotic microalgal genes into the acoel genome was not found in this study. You suggested a molecular phylogeny of acoels by adding our data. However, due to insufficiency of mitochondrial data of acoels to date, the resulting tree did not enjoy high bootstrap value (the tree is attached to the last page of this letter).
We submitted this manuscript as a "DATA NOTE", not a "RESEARCH" article. Our original version did not adequately explain the genome assembly, and, therefore, we here revised it according to the reviewers' comments. We also added the browser information in the text. Our hope is to publish the data (without a detailed analysis of the data) to facilitate studies of the genome of this interesting animal group. We appreciate your kind consideration of these research circumstances.
Hereafter we present a point-by-point response to reviewer comments. Reviewer reports:
Reviewer #1: The manuscript "A draft genome assembly of the acoel flatworm Praesagittifera naikaiensis" presents the 654 Mbp assembly for this flatworm. The genome appears to be assembled well, with good depth and using both Illumina and Pacbio reads for assembly, as well as RNA-seq for annotation.
As to the comment that some core genes are consistently missing across all trematodes, our research group is now conducting a genome decoding project of a parasitic mesozoan, in which we found many lost genes in basic metabolic pathways. However, we failed to find such gene loss in this acoel genome.
Sorry but we cannot understand well the meaning of your comment, "It may also be provided some "core" functions from its symbiosis with micro algae". Regarding this, we carefully examined a possible mixture of algal genes in the acoel genome assembly. First, to avoid contamination of algal DNA, we used, as mentioned in "Biological materials", embryonic cells which do not contain symbiotic algae. Therefore, basically our data came from the acoel itself. Second, as you might mentioned, there is a possibility of horizontal transfer of microalgal genes into the acoel genome. In order to check whether the assembled genome contains sequences of photosynthetic organisms, we carried out blastx analysis of the assembled genome against NCBI NR database to find sequences with similarity to those of photosynthetic organisms. However, no such data were obtained. This convinces us that our draft assembly does not contain algal genes, although we have no idea at present on a possibility that some acoel core-functions depend on symbiotic algae.
(1-3) The genomes of S. roscoffensis and the xenoturbellid X. bocki are available. For the sake of evaluation and comparison of this genome, it would be very good to have a table comparing the basic statistics of these species (and any other xenacoelomorph species available), such as total length, protein coding genes, completeness, N50, etc. This would help to place this genome in the context of other available genomes and would help readers better connect resources in the future.
---------------As mentioned above, probably due to mixed embryonic samples from different batches, our PacBio reads did not always provide data useful for further analysis, such as with Arrow. However, as mentioned above, we tried various polishing methods, and Racon combined with Pilon resulted in the best assembly; thus, we presented data resulting from this method. during sampling procedure. In order to check whether the assembled genome contains sequences of photosynthetic organisms, we carried out blastx analysis of the assembled genome against NCBI NR database to find sequences with similarity to those of photosynthetic organisms. However, no such data were obtained. This convinces us that our draft assembly does not contain algal genes.
---------------Sorry. We changed "Parallel" to "In addition," (line 165).
